processed immediately after BrdU labeling, a mean 3.0% of all basal cells were labeled with BrdU and a mean 1.1% of the BrdU-labeled cells were also positive for Thy-1.2. Moreover,
We analyzed mitotic dendnitic epidermal in the epidermis ofC3H/He (Thy-1.2 ) mice, using double immunoenzymatic labeling. Ear skin was incubated with 100 tM bromodeoxyunidine (BrdU) for 5 hr and then either directly studied or cultured for an additional 12 hr in BrdUfree medium. 
Materials and Methods
Animals.
Four-month-old C3H/He (Thy-1.2 ) mice of both sexes were used. They were obtained from Charles River Japan (Kanagawa, Japan).
Skin Preparation and BrdU Labeling.
The ears ofthe mice were amputated at the base immediately after the animals were sacrificed at 0900 hr. Amersham International, Buckinghamshire, UK). Skin specimens were then either directly studied or were cultured for an additional 12 hr at 37'C (humidifled atmosphere; 95% air and 5% CO2) in medium without BrdU.
Twenty-five milliliters of medium with or without BrdU was used for each ear skin, and medium was changed every 3 hr. After BrdU labeling with MIYAUCHI, HASHIMOTO, MIX! or without additional culture, skin specimens were treated with 20 mM ethylenediaminetetraacetic acid in PBS, pH 7.4, for 1.5 hr at 37'C, and then the dermis was peeled offfrom the epidermis with fine forceps under a dissecting stereomicroscope.
Double Immunoenzymatic
Staining.
After washing in PBS for 30 mm at room temperature (RT), epidermal sheets were fixed in acetone and methanol (1:1) for 20 mm at O'C and then immunostained according to the double enzymatic method using peroxidase (P0) and alkaline phosphatase (AP) as labels (5, 14, 21) .
Epidermal specimens were incubated for 3 hr at 37'C and then for an additional 12 hr at 4C in biotinylated rat IgG anti-mouse (1:1), and double stained as described above. Incubation times were shortened to one half to one third of those used for the epidermal sheets.
Results

Double Staining
DE1t were stained red and BndU-labeled nuclei were stained brownblack ( Figure  la) , the latter color being changed from blue-black by the AP reaction.
Because lows: some cells still showed a dendnitic shape (Figure  2a ), some cells had short dendrites and an almost round configuration (Figure 2b) , and other cells were round and without dendrites (Figures   2c and 2d ). In the specimens cultured for an additional 12 hr after BrdU labeling, the following cell types were also encountered: oval cells which appeared to have divided nuclei ( Figure  2e ), and pained cells which lay very close to each other ( Figure  2f ).
In epidermal specimens processed immediately after BrdU label- 
